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Tissue processing for small capillary immunochemistry 
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Material and Reagents 


- Dissecting tools 

- PFA (Roth, 0335.3) 

- PBS (Gibco, 18912-014) 

- Sucrose (Sigma, S0389) 

- Gelatin from porcine skin (Sigma, G1890) 

- Polwinylpyrrolidone (Sigma, P5288) 

- EDTA (Invitrogen, 15575-038) 

- Disposable Base Moulds (Thermo Scientific, 58950) 


Equipment 


- Cryostat Leica CM3050 S 


Procedure for bone and liver samples 


1. Tissue is dissected in cold PBS and fixed overnight in 4% PFA in PBS at 4°C with rocking. 

2. Wash with PBS, 3 times for 10 minutes at 4°C with rocking. 

3. Cryo-Protection with a series of consecutive overnight washes in PBS containing increasing concentration of sucrose. PBS / 10% Sucrose, overnight 
at 4°C with rocking. 

4. PBS / 20% Sucrose overnight at 4°C with rocking. 

5. PBS /30% Sucrose overnight at 4°C with rocking. 

6. Tissue was embedded in a embedding solution (15% sucrose, 8% gelatin, and 1% polyvinylpyrrolidone in PBS). Base moulds are filled with 
embedding solution and samples are then immersed in the solution. After waiting for the embedding solution to solidify, approximate 20 minutes, samples 
are frozen at -80°C. 

7. Samples are sectioned 50 um thick in the cryostat and collected into microscopy slides. After sectioning, samples were let dry overnight at room 
temperature and stored at -20°C. 


Procedure for bone samples 


1. Bones are dissected in cold PBS and fixed overnight in 2% PFA in PBS at 4°C with rocking. 

2. Wash with PBS, 3 times for 10 minutes at 4°C with rocking. 

3. Decalcification with two consecutives overnight 0.5M pH 8.0 EDTA washes at 4°C with rocking. 

4. Cryo-Protection with a single wash of 20% sucrose and 1% polyvinylpyrrolidone in PBS, and finally embed as described above. 
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